Our previous study confirmed the protective potential of Lactobacillus plantarum (L. plantarum) strains in alleviation of cadmium (Cd) toxicity in vivo and demonstrated that the observed protection largely depended on the tolerance of the strains to Cd-induced stress. It was also observed that there were significant intra-species differences in Cd tolerance of L. plantarum strains. In this study, we investigated the mechanism of Cd induced stress response of L. plantarum strains using the isobaric tags for relative and absolute quantitation (iTRAQ) based comparative proteomics. L. plantarum CCFM8610 (strongly resistant to Cd) and L. plantarum CCFM191 (sensitive to Cd) were selected as target strains, and their proteomic profiles in the presence and absence of Cd exposure were compared. We propose that the underlying mechanism of the exceptional Cd tolerance of CCFM8610 may be attributed to the following: (a) a specific energy-conservation survival mode; (b) mild induction of its cellular defense and repair system; (c) an enhanced biosynthesis of hydrophobic amino acids in response to Cd; (d) inherent superior Cd binding ability and effective cell wall biosynthesis ability; (e) a tight regulation on ion transport; (f) several key proteins, including prophage P2b protein 18, CadA, mntA and lp_3327.
thrive after Cd exposure. Therefore, understanding the mechanism of Cd tolerance of L. plantarum strains is essential for the development of probiotic based strategy against Cd toxicity. Our previous work showed that the minimum inhibitory concentration (MIC) of L. plantarum CCFM8610 (tested on Cd-containing agar plates) is more than 1000 mg/L, while some other L. plantarum strains have MIC values 10 to 20 times lower 15 . A bacterium is considered tolerant to Cd if its MIC value exceeds 100 mg/L 16 or 112.4 mg/L of Cd 17 . Based on this definition, L. plantarum CCFM8610 can be considered a highly Cd-resistant strain. This may partly explain the protection of the host against Cd toxicity in vivo offered by this strain. Therefore, it is of interest to understand the resistance mechanism of L. plantarum strains against Cd exposure, and to explore why CCFM8610 is highly tolerant to Cd.
The physiological bases of heavy metal tolerance have been well investigated in environmental and industrial microorganisms such as Pseudomonas spp., Escherichia coli, Bacillus subtilis and Saccharomyces cerevisia 12, 13, [18] [19] [20] . The related metabolomic pathways and key proteins identified include sulfur assimilation/glutathione synthesis pathway, metallothionein, oxidoreductase and ion transport proteins. However, comprehensive heavy metal tolerance mechanisms have not yet been well defined in LAB strains. To our knowledge, the Cd resistance modes have only been studied in Streptococcus thermophiles and Lactococcus lactis, with a focus on two Cd resistance-associated genes, CadA and CadC [21] [22] [23] [24] . Numbers of reports also indicated the presence of these genes in some strains of L. plantarum species 25, 26 , but the Cd stress response network in these strains is yet to be elucidated.
Proteomics has been reported to be efficient to provide global physiological profiles of bacteria in protein level [27] [28] [29] . The most commonly used approaches for proteomic analysis are gel-based methods, such as two-dimensional gel electrophoresis (2-DE) and two-dimensional difference gel electrophoresis (2-D DIGE). However, these methods were reported to have limitations in sensibility, reproducibility, and proteome coverage 30, 31 . Isobaric tags for relative and absolute quantitation (iTRAQ) is a labelling approach that allows reliable quantitative description of differentially regulated proteins in complex systems. The main advantage is to have the possibility to analyze several samples together, with biological and technical replicates (4 or 8 plex). The subsequent use of high resolution mass spectrometry analyses provides accurate relative ratio between protein concentrations, present in the different samples 31 . Therefore, this approach was selected in this study. In this study, the Cd-tolerance related key proteins and pathways within the L. plantarum species were investigated by using iTRAQ based proteomic approach. L. plantarum strains CCFM8610 (strongly resistant to Cd) and CCFM191 (sensitive to Cd) were selected for comparative proteomic analysis based on their differing Cd tolerant phenotype. The comparative proteomic profiles between non-stimulating and Cd-exposed conditions were compared in the two strains. The proteomic results were further confirmed by RT-qPCR and by the measurement of several biological properties of the bacterial cells in response to Cd exposure.
Results
Cd tolerance. Twenty L. plantarum strains were cultured in MRS broth containing different concentrations of Cd, and the relative growth rates were determined (Table 1) . While increasing Cd concentration caused a continuous decrease in the growth rate of all strains, significant Cd tolerance diversity could be observed, and the 20 strains could be categorized into four general groups, MIC > 50 mg/L, MIC = 50 mg/L, MIC = 20 mg/L and MIC = 10 mg/L. All tested strains showed no obvious growth since the Cd concentration reaching over 100 ppm (data not shown). L. plantarum CCFM8610 belonged to one of the eight strains with the highest MIC values, which was in agreement with our previous study on the tolerance of LAB strains tested on Cd-containing agar plates 15 . Based on the category of Cd tolerance of bacteria reported in a previous report 32 , CCFM191, one of the three strains with lowest MIC value (10 ppm), was selected as a Cd-sensitive strain for the comparative proteomic analysis with CCFM8610. As shown in Fig. 1 , the dose of Cd at 5 mg/L (1/2 MIC value of the Cd-sensitive strain CCFM191) was selected for modeling a moderate and sublethal Cd exposure in the following experiments based on the previous related study 33, 34 .
Proteomic characteristics of two L. plantarum strains. 1592 and 1527 proteins were detected and identified in CCFM8610 (with and without Cd exposure, "A" round) and CCFM191 (with and without Cd exposure, "B" round), respectively (Fig. 2) . The 1415 overlapped proteins identified in both rounds were selected for protein function analysis. The protein function annotation was conducted by Gene Ontology (GO) analysis (Fig. 3) , and the related metabolomics pathways of these proteins were analyzed by KEGG classification (Fig. 4) . The results indicated that the detected proteins covered a large range with functions categorizing into biological process, cellular component and molecular function. The relevant metabolic pathways were related to carbohydrate metabolism (149 proteins), amino acid metabolism (120 proteins), translation (83 proteins), membrane transport (78 proteins), lipid metabolism (49 proteins), etc.
Differentially expressed protein profiles. Intra-species difference of inherent proteomic profiles between Cd resistant and sensitive strains was evaluated, so as to pinpoint the proteins that might be implicated in the Cd stress response process. Total of 206 proteins with fold change more than 1.5 were selected as differentially expressed proteins (Table 2) for the comparison of CCFM8610 and CCFM191 in non-treated conditions (without Cd exposure). These proteins were categorized into global stress response, carbohydrate and lipid metabolism, transporters, some membrane and extracellular proteins, etc., based on the KEGG pathway analysis and their annotated functions in the Uniprot database. Compared with CCFM191, lower abundances of proteins that belong to global stress response, carbohydrate metabolism, phosphotransferase (PTS) system, two-component system, membrane protein and cell surface protein and hydrolase could be observed in CCFM8610. On the other hand, proteins involved in amino acid metabolism, nucleic acid metabolism and extracellular protein showed higher abundances in CCFM8610.
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The proteomic dynamic changes of CCFM8610 and CCFM191 after Cd exposure were also evaluated to analyze the possible Cd tolerance mechanisms of L. plantarum strains (Tables S2 and S3 ). For CCFM8610, twenty-seven proteins that changed significantly (i.e., a fold change >1.5 or <−1.5, and P value < 0.05) by Cd stress were categorized into biological processes including global stress response, transportation, lipid, amino acid and pyrimidine metabolism and cell wall biosynthesis. For CCFM191, the abundances of 111 proteins were markedly changed after Cd exposure (i.e., a fold change >1.5 or <−1.5, and P value < 0.05) (Table S3) . These proteins were associated with global stress response, cell wall biosynthesis and adhesion, transporters, amino acid, lipid, pyrimidine and energy metabolism, membrane proteins and extracellular proteins. It is noted that one protein with the greatest abundance change (4.45 fold up-regulation) in CCFM8610 after Cd exposure was prophage P2b protein 18, major capsid protein (lp_2463). This protein was also in higher abundance (6.88 fold) in CCFM8610 than that in CCFM191 in the untreated condition, while the abundance of this protein was not changed in CCFM191 after Cd exposure. In addition, the abundances of prophage proteins lp_0641 and lp_2444
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Relative growth rate a of strains grown in MRS broth containing different Cd concentrations (%) were significantly up-regulated in CCFM191 after Cd exposure, but remained unaffected in CCFM8610. It was also observed that these two proteins were in lower abundances in CCFM8610 than CCFM191 in non-treated conditions (with fold changes of −1.87 and −3.30, respectively). This may indicate that the up-regulation of lp_0641 and lp_2444 should be considered a specific Cd response mechanism of CCFM191 itself. Such mechanism seems insufficient to protect the bacterial cell against Cd stress, as CCFM191 showed poorer Cd tolerant ability than CCFM8610.
The protein-protein interaction networks were constructed for further comparative proteomic analysis (Figs S1-S3). For the comparison between CCFM8610 and CCFM191 in natural conditions (Fig. S1 ), the differentially expressed proteins were categorized into 3 main clusters, including PTS system, carbohydrate metabolism and glycerol lipid metabolism. It was observed that some global stress-related proteins (including trxA1, trxA2, gshR2, msrB and msrA2) and some nucleic acid metabolism-related proteins (including pyrR1, gmk2 and ndk) were implicated in the tricarboxylic acid (TCA) sub-cluster (including fum, pdhA, pdhB, pdhC and pdhD) of carbohydrate metabolism. Since only 27 proteins changed after Cd exposure in CCFM8610, the available protein-protein interaction network is transparent (Fig. S2) . The possible interaction between lp_2993 (a global stress response protein) and pdc (PadA) was observed, and the two proteins (dnaE and lp_0811) involved in pyrimidine metabolism interacted with each other. For altered protein profiles of CCFM191 after Cd exposure (Fig. S3) , proteins related to glycerol lipid metabolism, pyrimidine metabolism and global stress response clustered respectively. Some differentially expressed protein profiles between CCFM8610 and CCFM191 in non-treated conditions (CCFM8610(0)/CCFM191(0); Fig. S1 and Table 2 ) were also altered in CCFM191 after Cd exposure (CCFM191(Cd)/CCFM191(0); Fig. S3 and Table S3 ), such as carbohydrate metabolism and concomitant transportation (PTS system), and a cluster of enzymes involved in glycerolipid metabolism. This might indicate that CCFM8610 exhibits an inherent resistant status to Cd even in the absence of Cd exposure, while CCFM191 displays a similar response only after Cd exposure.
Transcription confirmation and biological phenomena. Based on the genome sequence data of L. plantarum strains (https://www.ncbi.nlm.nih.gov/genome/?term=lactobacillus%20plantarum) and some well-studied Cd-tolerant microorganisms 19, 35, 36 , Cd tolerance related proteins Cd-/zinc-/cobalt-transporting ATPase (lp_3327), Cd-transporting P-type ATPase (CadA) and Cd-/manganese-transporting P-type ATPase (mntA) were further analyzed by RT-qPCR assay, as the information of these low-abundance membrane proteins is easily to be lost during proteomic analysis. Carbamoyl-phosphate synthase, pyrimidine-specific, large chain (pyrAB), Carbamoyl-phosphate synthase, pyrimidine-specific, small chain (pyrAA), D-alanine-poly (phosphoribitol) ligase subunit 2-1 (dltC1), D-alanine-poly(phosphoribitol) ligase subunit 2-2 (dltC2), Transcription regulator of CopAB ATPases (copR), Prophage P2a protein 13 (lp_2444), Nucleotide-binding protein, universal stress protein UspA family (lp_2993), DNA-directed DNA polymerase III subunit epsilon (lp_0811) and Cold shock protein 1 (CspP), were randomly selected for RT-qPCR assay to confirm the reliability of proteomic results. For this reason, the proteins in the same operon are preferred, such as pyrAA and pyrAB, and dltC1 and dltC2. The mRNA expressions of Cd tolerance-related proteins, CadA, mntA and lp_3327, showed clear up-regulation in CCFM8610 after Cd exposure, while these genes (lp_3327 and mntA) were down-regulated or remained unchanged (CadA) in CCFM191 after Cd exposure (Fig. 5) . The alterations in the mRNA expressions of Csp P and lp_0811 in CCFM8610 after Cd exposure and those of PyrAA, PyrAB, dltC1, dltC2, copR, lp_2444 and lp_2993 in CCFM191 were in accordance with the corresponding changes in protein level, which verified the results of the proteomic study.
Compared with that of CCFM191, CCFM8610 showed more obvious enhancement of surface hydrophobicity after Cd exposure (Fig. S4) . The autoaggregation ability of non-Cd-treated CCFM8610 was significantly greater than that of CCFM191 (P < 0.05, Fig. S5 ). Cd stress increased the autoaggregation ability of the former strain, but exhibited no marked effects on the latter. The scanning electron microscope (SEM) micrographs further confirmed these results (Fig. S6) . The Cd binding ability of CCFM8610 was more than 2-fold higher than that of CCFM191 (Fig. S7) . After Cd stress, the greatest amount of Cd accumulated on the external surface of the cell wall (59.22% ± 7.94% for CCFM8610 and 45.90% ± 2.03% for CCFM191, respectively) and in the space between the cell wall and the plasma membrane (12.01% ± 2.23% for CCFM8610 and 4.41% ± 0.64% for CCFM191, respectively, Fig. S8 ). Moreover, there is a significantly higher amount of Cd accumulated in CCFM8610 than that in CCFM191 after Cd exposure (14 times higher in the relative amount; Table S4 ). The contents of the other metal ions including manganese (Mn), zinc (Zn), potassium (K), sodium (Na) and magnesium (Mg) were either unchanged or showed insignificant perturbations after Cd exposure in both strains.
We also determined the intracellular reactive oxygen species (ROS) levels of two strains before and after Cd exposure (Fig. S9) . The results showed that in the non-treated conditions (without Cd exposure), the intracellular ROS level of CCFM8610 was significantly lower than that of CCFM191. The former strain could also survive Cd stress with less drastic cellular response than the latter, as CCFM8610 showed a less significant increase in ROS level after Cd exposure. Seven detected hydrophobic amino acids were significantly up-regulated in CCFM8610 and CCFM191 after Cd exposure, with an exception of proline in CCFM8610 (Fig. S10) . Compared with CCFM191, CCFM8610 consumed significantly less glucose in natural conditions (Fig. S11) . Meanwhile, this strain showed less significant fluctuation in glucose consumption than CCFM191 after Cd exposure.
Discussion
In order to explore the underlying mechanism of the intra-species differences in Cd tolerance of L. plantarum strains, we examined the proteomic profiles of CCFM8610 (strongly resistant to Cd) and CCFM191 (sensitive to Cd) in non-stimulating conditions as well as after Cd exposure using the iTRAQ approach. The results revealed that L. plantarum CCFM8610 displayed a complex biological network to tackle Cd stress, which may be related to carbohydrate, purine and pyrimidine metabolism, global stress responses, lipid and amino acid metabolism, metal binding properties, cell wall biosynthesis and transporters of the bacterial cell (Fig. 6) . The Cd resistant mechanism of this strain involves a specific energy conservation survival mode, a mild induction of cellular defense and repair systems, an enhanced biosynthesis of hydrophobic amino acids, a promoted tolerance against osmotic stress and an inherent superior Cd-binding ability and effective cell wall biosynthesis ability in response to Cd stress. Potential key proteins that are important in protection of the bacterial cells against Cd toxicity were also identified.
Carbohydrate metabolism. The comparative proteomic profiles between the two strains in the absence of Cd treatment showed that CCFM8610 has lower abundance of 24 proteins and higher abundance of only 2 proteins associated with carbohydrate metabolism (Table 2) . Five enzymes (fum, pdhA, pdhB, pdhC, and pdhD) involved in TCA cycle were in lower abundance in CCFM8610. The genes that encode Pdh proteins are known to share the same operon. The repression of the pdh operon has been reported to switch TCA cycle to a branched or noncyclic anaerobic form, which is regarded as an energy conservation strategy in E. coli 12 and P. brassicacearum 19 during Cd stress. This reduces intracellular free radicals and thus protects the bacteria against Cd-induced cytotoxicity. Citrate transport protein (citP) and the four citrate lyases (citC, citD, citE and citF) were in lower abundance in CCFM8610. This corresponded to the lower citrate concentration in this strain (unpublished data). We also observed reduced abundance of 11 proteins involved in the PTS system in CCFM8610, further indicating repression of carbohydrate metabolism even in the absence of Cd stress.
The differentially expressed proteomic profiles in the two strains after Cd exposure also confirmed this self-protection mechanism of CCFM8610. No significant changes in the proteins involved in carbohydrate metabolism were found in CCFM8610 after Cd stress (Table S2 ), indicating that the energy conservation survival mode of this strain is beneficial for tackling Cd toxicity. In contrast, carbohydrate metabolism was markedly down-regulated in CCFM191 after Cd exposure (Table S3 ). This is further validated by a relative "poised" status of glucose consumption of CCFM8610 both in the presence and absence of Cd stress (Fig. S11 ). Such energy conservation and survival can be regarded as an inherent "poised" physiological status of the strain against environmental stresses, including Cd exposure. A previous study on the resistant mechanism of P. pseudoalcaligenes KF707 and its more resistant mutant (T5) to tellurite exposure indicated that even in the absence of tellurite, T5 cells Scientific RepoRts | 7: 1182 | DOI:10.1038/s41598-017-01180-x displayed a "poised" status with altered intracellular levels of glutathione and branched-chain amino acids, along with increased resistance to other toxic metals and metabolic inhibitors 37 . Such a mechanism was believed as an inherent tolerance of the mutant strain primed for tellurite exposure, which further supports our hypothesis.
Purine and pyrimidine metabolism. Very limited effect on pyrimidine metabolism-related proteins was observed after Cd exposure in CCFM8610. PurA, an important enzyme in the de novo pathway of purine nucleotide biosynthesis, was down-regulated in CCFM8610 after Cd exposure. NrdE, lp_0811 and dnaE, three catalytic proteins involved in DNA replication, were also changed by Cd stress. In contrast, nine purine and pyrimidine metabolism-related proteins were altered during the Cd stress responses of CCFM191 (Table S3) , most of which (pyrE, pyrF, pyrD, pyrAB, pyrAA, and pyrC) showed down-regulation after Cd exposure. A similar alteration was also observed in other LAB strains in response to acid and bile stress 38, 39 . The superior Cd tolerance of CCFM8610 may be in part due to its ability to maintain a steady physiological status, including purine and pyrimidine metabolism, after Cd exposure, which can be further validated in the following analysis of its global stress responses.
Global stress responses.
Induction of global stress responses is an important strategy for bacteria to endure harsh environmental conditions. The comparative proteomic profiles between native and Cd-treated CCFM8610 showed that Cd stress caused fluctuations of only two proteins that are involved in the universal stress response, lp_2993 (up-regulated) and hsp1 (down-regulated) ( Table S2 ). The former has also been reported to play a putative role against Cd stress in P. brassicacearum 19 . In contrast, CCFM191 showed more marked changes with 16 significantly altered proteins related to stress response after Cd shock (Table S3) . These proteins include a key protease (Clp) functioning in maintaining cytoplasmic protein quality, four universal stress related proteins (uvrA, recA, lp_0699 and lp_2993) involving in DNA repair, 10 proteins belonging to oxidoreductases. An increase in the level of Clp, a key protease that functions in maintaining quality of cytoplasmic proteins 40 , was also found after environmental stress in other microorganisms, such as L. reuteri 41 , L. acidophilus 42 , and Oenococcus oeni 43 . In non-stimulating conditions, CCFM191 showed higher abundance (compared to CCFM8610) of two proteins (mutS2 and recU) involved in DNA repair, four proteins (msrA, msrB, lp_3259 and pepD1) related to protein repair, two proteins (lp_2952 and lp_2616) related to bacteriocin immunity, and one protein (hsp1) involved in stress response. In addition, a marked distinction was observed between CCFM8610 and CCFM191 in 23 oxidoreductases, indicating that these two strains display different oxidative stress status even in the absence of Cd exposure.
However, not all repair or defense proteins are stress-inducible 44 . Looking at the different nucleic acid metabolism-related and global stress response-related proteomic profiles between these two strains in non-stimulating conditions, as well as in response to Cd exposure, we conclude that compared with CCFM191, CCFM8610 is able to respond to environmental stress with weaker induction of the cellular defense and repair system. The intracellular ROS level of CCFM8610 was significantly lower than that of CCFM191 both in the presence and absence of Cd stress, which further supported our conclusion (Fig. S9 ).
Lipid and amino acid metabolism. In non-stimulating conditions, cyclopropane-fatty-acyl-phospholipid synthase (cfa2) was in a higher abundance in CCFM8610 than that in CCFM191. This protein is responsible for the methylation reaction that translates preexisting cis-UFAs to cyclopropane fatty acids 45 . As cyclopropane fatty acids have been reported to increase acid resistance in E. coli 46 , the relatively high expression of Cfa in CCFM8610 may be a determinant for its stress tolerance.
A chorismate mutase (aroA) and two acyl carrier proteins (acpA1 and acpA2) were up-regulated in both CCFM8610 and CCFM191 after Cd exposure (Tables S2 and S3 ). AroA can trigger the biosynthesis of phenylalanine and tyrosine, which in turn increases the hydrophobicity of the bacterial cell surface to prevent Cd-induced protein damage 47 . Our in vitro assays demonstrated a significant up-regulation of hydrophobic amino acids and . Values are expressed as mean ± SEM of 4 independent replicates. mRNA expression of denominator in each comparison is set as reference value of 1. *P < 0.05; **P < 0.01; ***P < 0.001.
surface hydrophobicity in both strains ( Figures S4 and S10) , which further supported this hypothesis. AcpA1 and acpA2 are well-known proteins involved in fatty acid biosynthesis and protein translation 38 . The up-regulation of these two proteins may result in a change in membrane fatty acid composition, which improves the tolerance of bacteria against environmental stress 48 . For CCFM191, significant changes in amino acid metabolism were observed after Cd exposure (Table S3) . Two proteins (glyA and gcsH2) involved in glycine biosynthesis and three proteins (cblB, queA and metH) involved sulfur amino acid metabolism were markedly up-regulated. Glycine is one of osmotic protection molecules in bacteria and has been reported to play a role in the response of metal stress 37, 49 . As Cd binds preferentially to sulfur ligand 50 , the up-regulation of sulfur amino acid metabolism may be a self-detoxification mechanism of CCFM191 against Cd exposure.
Metal binding and cell wall biosynthesis.
In conditions without Cd stress, marked differences were observed in the abundance of extracellular, membrane and cell surface proteins between CCFM8610 and CCFM191 ( Table 2) . It has been reported that Cd could compete for the binding sites of proteins with other metals such as iron, zinc, and calcium 51 . The higher abundance of fhuD, an iron chelatin, might improve the Cd-binding capacity of CCFM8610. Another protein with higher abundance in CCFM8610, hydrolase phosphohydrolase (gph1), can release free phosphate from lipids and precipitate Cd as CdHPO 4 or other chemical forms onto the cell surface 19, 52 . Consistent with these analyses, our in vitro adsorption assays in aqueous phase solution showed that CCFM8610 possesses significantly better Cd binding ability and sequesters a higher proportion of Cd in the cellular surface than CCFM191 (Figs S7 and S8). As previously reported, this may be a self-protection of L. plantarum strain to decrease the risk of Cd-induced intracellular toxicity 53 . As the cell wall is the first line of defense against environmental stress for bacteria 27 , the enhancement of cell wall biosynthesis may be a self-protective mechanism of L. plantarum strains in response to Cd exposure. DltC1, a protein that plays a role in lipoteichoic acid (LTA) biosynthesis, showed a 2.56-fold up-regulation in CCFM8610, which was higher than that in CCFM191 (1.71-fold, Table S3 ). Previous study has demonstrated that LTA can bind metal ions and affect electromechanical characteristics of the cell wall in L. casei 54 . This can also partly explain the different Cd-binding abilities of the two L. plantarum strains tested here (Fig. S7) . The observed differences in metal binding and cell wall biosynthesis properties of the two strains were further verified by a significantly higher Cd accumulation in CCFM8610 after Cd exposure compared with CCFM191 (Table S4 ). The intracellular concentrations of other metals were relatively unaltered after Cd exposure. This may indicate that the Cd binding process in CCFM8610 is selective, which is in correspondence with our earlier in vivo study which showed that essential elements such as Ca, Zn and Mg were unaltered in the tissues of mice after oral administration of CCFM8610 10 . The adsorption of elements on the cell surface have been reported to influence the hydrophobicity and autoaggregation properties, which in turn improves the stress tolerance of the bacteria 19, 39 . This is consistent with the more significant changes in the surface properties observed in CCFM8610 after Cd exposure ( Figs S4, S5 and S6) .
The strong Cd tolerance of CCFM8610 might therefore be partly attributed to its inherent Cd-binding ability provided by surface proteins and the effective cell wall biosynthetic ability during Cd exposure, thus blocking the entry of this toxic metal into the cell cytoplasm.
Transporters. Cd exposure inevitably induces osmotic stress in bacterial cells, which in turn leads to further cell damage. The tight regulation of metal import is one of the most basic mechanisms of metal homeostasis 20 , and ion transporters have been reported to play a role in the Cd stress response in E. coli 12 . In the present study, cobalt ABC transporter ATP-binding protein (lp_0100) was observed to be down-regulated by 1.68-fold in CCFM8610 after Cd exposure, which could be regarded as a response of the strain to osmotic stress. The phosphoenolpyruvate-dependent PTS is a major carbohydrate transport system in LAB strains. Two PTS sugar transporters (rafP and pts35B) were down-regulated in CCFM8610 after Cd exposure, indicating the energy-conservation survival mode of this strain during Cd stress.
Compared with CCFM8610, CCFM191 showed extra changes in three carbohydrate transporters (pts29C, pts6C and malT), five ABC transporters (lp_3018, lp_2974, lp_2893, lp_2543 and lp_2541), one branched-chain amino acid transporter (livA) and two glycerol uptake facilitators (glpF4 and glpF3) after Cd exposure. These changes might indicate that in order to survive the Cd stress, the sensitive strain CCFM191 needs to shut down more carbohydrate transporters, optimize ABC transporters and increase the proportion of hydrophobic amino acids.
Potential key proteins.
In the non-treated conditions, the abundance of prophage P2b protein 18 (lp_2463) in CCFM8610 was 6.88-fold higher than that in CCFM191, which was the second-highest fold change among all up-regulated proteins between the two strains. In addition, this prophage protein was observed to be the most significantly up-regulated protein (4.45-fold) in CCFM8610 after Cd exposure. In the Cd-sensitive strain CCFM191, prophage P2b protein 18 remained unaffected (Table S3) . In pathogenic bacteria, phage genes are related to genetic islands encoding virulence and colonization factors and play a role in the environmental adaption of the bacteria 55, 56 . Prophage-dependent thermo-resistance via plasmid integration has been reported in Staphylococcus aureus 57 . The phage genes have also been observed to be up-regulated in E. coli upon Cd stress 12 . These analyses highlighted the prophage P2b protein 18 as a potential key determinant in L. plantarum strains for the response to Cd stress. The acquisition of this stress resistance-related protein by CCFM8610 is a clear benefit to the strain.
Cd-tolerance-associated proteins, including CadA, mntA and lp_3327, are believed to be Cd transporters in the cell membranes of L. plantarum strains and some well-studied Cd-tolerant microorganisms 25, 58 . Since the information of these membrane proteins is easily to be lost during proteomic analysis due to their low abundance and the insufficient extraction, the expressions of their genes were quantified by RT-qPCR (Fig. 5) . The expression of CadA, a P-type ATPase which catalyzes the active efflux of Cd 2+ , was markedly up-regulated (fold change >17) after Cd exposure in CCFM8610, while in CCFM191 it was only marginally down-regulated (0.85 fold). The Cd-resistant function of CadA is well established in S. aureus, L. monocytogenes and L. lactis 23, 59, 60 , the significantly enhanced efflux of Cd by the up-regulation of CadA might be a detoxification strategy of CCFM8610. The expression of mntA, a Cd 2+ -Mn 2+ shared transporter, and lp_3327, a Cd-/zinc-/cobalt-transporting ATPase, were up-regulated 6.06-fold and 4.57-fold in CCFM8610 after Cd exposure, respectively. However, the expressions of these two proteins slightly decreased in CCFM191. Besides their metal transporting ability, mntA and lp_3327 have been reported to harbor multiple transmembrane domains that bind metal. Therefore, these proteins may also prevent Cd-induced cytotoxicity by Cd sequestration. This may also explain the difference of Cd tolerance between these two strains.
Conclusion
In this study, we investigated the mechanism of Cd stress response of L. plantarum strains using comparative and functional proteomic analysis of L. plantarum CCFM8610 (strongly resistant to Cd) and L. plantarum CCFM191 (sensitive to Cd). The proteomic profiles in non-stimulating conditions and the altered proteomic profiles after Cd stress in both strains were explored. Of the total 1415 identified proteins, 206 were differentially expressed for the comparison of natural proteomic profiles of CCFM8610 and CCFM191, 27 were differently regulated in CCFM8610 after Cd exposure, and 111 were changed in CCFM191 in response to Cd stress. Both strains showed physiological alterations in energy metabolism, purine and pyrimidine metabolism, global stress responses, lipid and amino acid metabolism, metal binding properties, cell wall biosynthesis and transporters in response to Cd exposure. The underlying mechanism of the intra-species distinctions between CCFM8610 and CCFM191 on Cd tolerance can be attributed to the following aspects. (a) CCFM8610 possesses a specific energy-conservation survival mode, which can be regarded as an inherent "poised" physiological status primed for Cd exposure. (b) CCFM8610 can cope with environmental stress with mild induction of the cellular defense and repair system, which enables the strain to survive Cd exposure without drastic physiological response. (c) CCFM8610 induces the biosynthesis of hydrophobic amino acids that enhance surface hydrophobicity of the cell and prevent Cd-induced protein damage. (d) CCFM8610 has inherent superior Cd binding ability and effective cell wall structures, which promotes Cd sequestration on the surface of the cell, preventing the uptake of this toxic metal into the cytoplasm. (e) CCFM8610 exhibits a tight regulation on ion transport to withstand the Cd-induced osmotic stress. (f) Several key proteins, including prophage P2b protein 18, CadA, mntA and lp_3327, also play a potential role in Cd tolerance in CCFM8610. This study provides an overview of the Cd stress response network (Fig. 6 ) of L. plantarum CCFM8610 that enables this strain to be strongly resistant to Cd.
Experimental Procedures
Cadmium chloride (CdCl 2 ) and other chemicals were purchased from Shanghai Sinopharm Chemical Reagent Company (China). Trizol reagent was obtained from Ambion Life Technologies (USA). TAKARA RR047A kits were purchased from TAKARA BIO INC (China). iTaqTM Universal SYBR ® Green Supermix was purchased from Bio-Rad (USA). iTRAQ reagents were purchased from Applied Biosystems (USA).
Bacterial Strains and Growth Conditions. Twenty L. plantarum strains, including CCFM11, CCFM166, CCFM191, CCFM198, CCFM231, CCFM232, CCFM239, CCFM240, CCFM241, CCFM308, CCFM309, CCFM405, CCFM436, CCFM578, CCFM579, CCFM595, CCFM602, CCFM605, CCFM8610, and CCFM8661, were all obtained from the Culture Collections of Food Microbiology, Jiangnan University (Wuxi, China). All strains were cultured in de Man, Rogosa and Sharpe (MRS) broth (Hopebio Company, Qingdao, China) at 37 °C for 18 h routinely.
Cd tolerance assay.
As it is normally to incubate the bacteria in liquid medium for proteomic analysis 33, 61 , twenty L. plantarum strains were inoculated (2% v/v) into MRS broth containing Cd 2+ ranging from 0 mg/L to 50 mg/L and then incubated at 37 °C. The OD 600 values were measured at different time points until the stationary phase of the strains. The relative growth rate of each strain was expressed as a percentage of that of the control culture (without Cd exposure) which was assigned a value of 100% 33, 61 . The MIC value of each strain was determined as the lowest Cd concentration that completely inhibited the growth rate of the strains.
Proteomics analysis. Whole cell protein extraction. Based on the data of Cd tolerance assay, two strains with the widest difference in Cd tolerance values were selected for proteomics analysis. The strains were grown in the Cd containing MRS broth at 37 °C and the Cd concentration was set as the 1/2 MIC value of the sensitive strain (5 mg/L) as that was established previously 33, 34 . The strains were also incubated in Cd-free media as a control.
At the early stationary phase (OD 600 = 6.0) 38, 61 , the cells were harvested and washed twice with ice-cooled phosphate-buffered saline (PBS) solution and pelleted. The collected pellets were immediately stored at −80 °C and used for protein extraction. The cell protein was extracted as previously described with minor modifications 27, 62 . The detailed procedure of protein extraction could be found in supplementary materials.
Protein sample preparation and iTRAQ labeling. The detailed description of protein sample preparation and iTRAQ labeling can be seen in the supplementary materials. The workflow of the iTRAQ experiment with 9 replicates (3 biological replicates × 3 mechanical replicates in mass spectrometry runs) in each of four conditions is shown in Fig. 1 .
Liquid chromatography tandem mass spectrometry (LC/LC−MS/MS) Analysis.
The detailed procedures can be seen in the supplementary materials.
Protein identification and screening of differently expressed proteins. The raw data obtained from LC/LC−MS/MS analysis were processed using Thermo Proteome Discoverer software (v1.0 build 43, Thermo Fisher Scientific) and searched with Mascot (Matrix Science, London, UK) at the in-house server to perform database comparisons against L. plantarum WCFS1, based on our preliminary studies revealing that there is a utmost genome similarity between our CCFM8610 and WCFS1. The function of the identified proteins was annotated using Gene Ontology (GO) analysis, and the metabolomics pathway was analyzed using the Kyoto Encyclopedia of Genes and Genomes (KEGG) database. The threshold for differentiated expressed proteins was set as P < 0.05 and fold change >1.5 or <−1.5.
Quantifications of key proteins in proteomics.
The total RNA of the strains was extracted using Trizol reagent (Life Technologies). Reverse transcription was performed with TAKARA RR047A kits according to the instruction manual. The alterations of mRNA expressions were evaluated as previously reported 63 . The primers listed in Table S1 were designed using Primer 5.0 software based on the genome sequence of L. plantarum WCFS1 64 . The L. plantarum 16S rRNA gene was used as an expression control with primers specific for L. plantarum strains, and each reaction was conducted in four duplicates 65 .
Biological phenomena. Intracellular metal accumulation, Cd binding, bacterial hydrophobicity, autoaggregation, scanning electron microscope (SEM), intracellular reactive oxygen species (ROS) production, cellular components involved in Cd binding, glucose consumption and hydrophobic amino acid production.
The detailed procedures of these assays can be seen in the material supplementary materials.
Statistical analysis. Data were expressed as the mean ± standard error of the mean (SEM) for each group.
Differences between groups were analyzed using one-way analysis of variance (ANOVA), followed by the Tukey post-hoc test. A P value of <0.05 was considered to indicate statistical significance.
